A The assay method of FR mixed with other flavin compounds has not been performed without the separation process (1-4) of FR from its derivatives.
The assay method of FR mixed with other flavin compounds has not been performed without the separation process (1-4) of FR from its derivatives.
During the course of study of flavin metabolism in Schizophyllum com mune (5), we found an enzyme that oxidizes FR to B2-aldehyde (6) (7) (8) in the same organism (9) . DCIP serves as a hydrogen acceptor in the B2-aldehyde-forming enzyme (10) . The substrate specificity of the enzyme is high for FR, as far as tested (11) . We tried to ascertain the possibility of enzymatic determination of FR by using the B2-aldehyde-forming enzyme in a mixture containing FR, FMN and FAD without isolation of FR from other flavins. The result showed that the enzymatic determination of FR was possible. This paper deals with the establishment of direct determination of FR in a mixture containing FR, FMN and FAD by B2-aldehyde-forming enzyme. In addition, the determination of total flavin by using the crude enzyme preparation from S. commune is reported.
Abbreviations: FR, riboflavin; B2-aldehyde, vitamin B2-aldehyde, 7, 8-dimethyl-l0 (2, 3, 4-trihydroxy-4-formylbutyl)isoalloxazine; B2-acid, vitamin B2-acid, 7, 8-dimethyl-l0 (2,3,4-trihydroxy-4-carboxybutyl)isoalloxazine; DCIP, 2, 6-dichlorophenolindophenol; A600, absorbance at 600nm; E600, molar extinction coefficient at 600nm. 4) Determination of total flavin using crude enzyme preparation Figure 4 suggests that total flavin in the mixture of FR, FMN and FAD may be determined and that the sum of FMN and FAD could then be calculated. This possibility was examined quantitatively. The crude preparation used was the DEAE-Sephacel pool described above. The reaction was allowed to proceed according to "MATERIALS AND METHODS," except that 50mM acetate buffer (pH 
